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Abstract
Muscular Dystrophy (MD) is an X-linked recessive disease affecting mainly boys at a rate of 1 in
every 3500 live births. The most common and severe form of the disease is Duchenne Muscular
Dystrophy (DMD). The disease is characterized by a relatively rapid wasting of skeletal muscle
tissue to a point that leads to paralysis in all patients that suffer from the disease. Unfortunately,
due to respiratory or cardiac muscle failure, death occurs in most patients around the age of 30.
Currently, the lack of the protein dystrophin is thought to be the chief cause of disease in DMD patients. In addition to a lack of dystrophin, studies are emerging that are painting a picture of a
more intricate connection between mitochondrial dysfunction and DMD where increased intracellular and inter-mitochondrial calcium has been shown to cause mitochondrial swelling, loss of
mitochondrial membrane integrity, cell death and muscle atrophy. In this article, we will discuss
the evidence that places the mitochondrion as a central participant in the etiology of DMD and describe how the relationship between increased intracellular calcium, mitochondrial permeability
and dysfunction culminates in muscle loss.
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1. Introduction
Muscular Dystrophy (MD) is a progressive degenerative disease characterized by slow atrophy of skeletal and
cardiac muscle occurring most prominently in boys. Symptoms of the disease usually appear 3 - 5 years after
birth, and patients are usually wheelchair bound by the age of 11 - 12 [1]-[3]. Those afflicted with MD usually
die before the age of 30 due to cardiac myopathy and/or respiratory failure [1] [2]. The gene behind MD is an
X-linked recessive gene and is present in 1 out of every 3500 live births [1] [3].
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Several types of MD exist which vary in both severity and prevalence of the disease. Duchenne (DMD) and
Becker Muscular Dystrophy (BMD) are two of the most common and severe forms of MD [1]. The latter is far
less severe than the former. DMD and BMD develop as a result of mutations to the dystrophin gene, located on
the p arm of the X chromosome [2]. Although a multitude of mutations exist, with about 1 in 3 cases resulting in
a novel mutation, the disease is always characterized by reduced or complete absence of dystrophin [1].
Dystrophin is a protein responsible for myofibril contraction and membrane stability. Since it is lacking or
misfolded in DMD and BMD, respectively, myofibril contraction is impaired, and membrane stability is significantly decreased [4]. Muscle membrane fragility and calcium dysregulation go hand in hand in dystrophin deficient muscular dystrophy [5].
Ca2+ dysregulation has been implicated in MD as well as defective apoptotic pathways and is associated with
several classes of diseases, including cancer, autoimmune diseases, and neurodegenerative diseases [6] [7]. As
previously mentioned, DMD is characterized by a deficiency of the dystrophin protein which is believed to
eventually lead to increased Ca2+ permeability into muscle cells [4]. Because mitochondria can act as a low affinity, high capacity Ca2+ buffer system, the increased permeability of the cell to Ca2+ promotes Ca2+ overload of
the mitochondria. This causes the mitochondria to swell [1] [2] [4], and eventually lose its function. The pathophysiological increase of Ca2+ can induce activation of apoptotic pathways leading to cell death and necrosis
(Figure 1).

2. Literature Review
2.1. The Role of Dystrophin and the Hypothesis of Ca2+ Overload
The lack of the dystrophin protein has been found to play a major part in the pathology of DMD and BMD [1]
[2]. In muscle biopsies of human and animal muscle tissue, elevated Ca2+ is present, but the mechanisms causing
increased Ca2+ are still being determined. Currently, it is believed that a lack of dystrophin causes micro-tears in
the sarcolemma due to membrane fragility [2] [4]. This causes abnormal Ca2+ entry and mitochondrial Ca2+
overload. The overload triggers the mitochondrial permeability transition (MPT) mediated by the formation of a
large pore protein that spans both inner and outer mitochondrial membranes [2]. Prolonged MPT causes the mitochondrion to lose its inner mitochondrial membrane and matrix leading to swelling and eventual death of the
organelle as well as the cell, resulting in the muscle atrophy observed in DMD [2].

2.2. Biochemical Changes
The exact cause of the biochemical and metabolic changes that lead to muscle atrophy have yet to be determined,
but several theories exist that hypothesize the cause of the metabolic changes. In healthy tissue, mitochondria
are responsible for ATP production. Reactive oxygen species (ROS) production results as a consequence of ATP
production, but is limited in healthy mitochondria. Mitochondria that overproduce radicals lead to cell death via
the initiation of the apoptotic pathway [6]-[8].
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Figure 1. Proposed mechanism for cell death in dystrophin
deficient muscular dystrophy.
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The primary process within the cell used to synthesize large amounts of ATP is oxidative phosphorylation (ox
phos). This process involves multiple inner mitochondrial membrane bound proteins. Several of these proteins
are closely regulated by Ca2+ [9].
The role Ca2+ plays in mitochondrial and eventual ox phos dysfunction is multidimensional. Mitochondrialcalcium sequestration supports at least three physiological processes: 1) to stimulate and control the rate of
oxidative phosphorylation; 2) to induce MPT and apoptotic cell death; and 3) to modify the shape of cytosolic
calcium pulses or transients [10]-[14].
Ca2+ has been shown to upregulate the activity of several metabolic enzymes involved in the Krebs cycle including pyruvate dehydrogenase (PDH), alpha-ketoglutarate dehydrogenase (αKDH), and glycerol-3-phospate
dehydrogenase (G3PDH) at normal physiological concentrations [9] [15]. In contrast, these vital Krebs cycle
enzymes show decreased activity under conditions of Ca2+ overload.
The decrease in activity of these vital Krebs cycle proteins would be expected to result in a decrease in glucose metabolism. Consistent with this idea, Sharma and colleagues demonstrated a significant decrease in glucose metabolism in patients with DMD [16]. In addition, they demonstrated reduced concentrations of several
gluconeogenic intermediates in DMD muscle tissue in conjunction with high levels of glycolytic, Krebs cycle,
and β-oxidation intermediates suggesting that not only does the cell have trouble metabolizing glucose, but this
trouble occurs at multiple levels [16] [17]. Overall, the cell has insufficient means to produce adequate amounts
of ATP leading to necrosis of the muscle tissue.
In dystrophin deficient muscle, the influx of Ca2+ causes dysfunction of several ox phox enzyme systems. For
example, Ca2+ modulates the activity of enzyme systems including Complex III and the cytochrome chain [10].
Interestingly, these increases are accompanied by an observed decrease in Complex V ATP synthase activity
[10]. Perhaps these detected changes account in part, for both the increased production of reactive oxygen species as well as a decrease in ATP production in DMD muscle.

2.3. Oxidative Stress in Dystrophic Tissue
Free radicals and reactive oxygen species (ROS) are regularly formed in healthy tissues under normal physiological conditions. Several factors can increase the formation of ROS and free radicals including exposure to
various forms of radiation, exposure to heavy metals, prolonged, unnecessary exposure to UV rays, etc. [18].
Although these species have a propensity to be damaging, their effects are mitigated through antioxidants [19]
and specific organelles in healthy cells. With impairment of mitochondrial function in dystrophic tissue, damaging free radicals are increased. Thus, the cell incurs ever increasing amounts of cellular damage, eliciting apoptotic signaling pathways within the mitochondria, and eventually the entire cell [7].
Ca2+ has been implicated in increased formation of ROS in several diseases including Lou Garrett’s Disease
(ALS), various forms of epilepsy, and more recently DMD [8] [18]. The increase in the ROS, leads to the onset
of apoptotic pathways. This may be due to the fact that increased Ca2+ load within the organelle impairs the mitochondria’s ability to reduce free radicals [20]. Mitochondria are also highly susceptible to ROS-induced injury
because of the close proximity of the mitochondrial DNA to the electron transport chain and due to the lack of
protective histones. The accumulation of ROS impairs mitochondrial metabolism and induces oxidative changes
in the proteins. ROS can also lead to the induction of the mitochondrial permeability transition (MPT) [21].

2.4. The Relationship of MPT, ROS and the Mitochondrial Membrane Potential (Ψm)
MPT is defined by an increase of mitochondrial inner membrane permeability to ions and solutes with molecular
masses of up to about 1500 Da that leads to matrix swelling [22]. MPT is the result of the opening of the mitochondrial megachannel according to the permeability pore theory which was established by Zoratti et al., 2005
[22]-[25]. This theory is supported by the fact that both the megachannel and MPT are sensitive to cyclosporin
A. Cyclosporin A inhibits MPT after binding to cyclophilin D, whose enzymatic activity is blocked by cyclosporin A [22] [26] [27] in the same concentration range that inhibits the megachannel [22] [28] [29].
The cause of increased Ca2+ permeability into myocytes seems well established. However, the cause of increased mitochondrial membrane permeability to Ca2+ remains to be determined. The driving force behind Ca2+
uptake is the mitochondrial membrane potential (Ψm). The Ψm is present throughout the inner mitochondrial
membrane and is generated by the respiratory chain. Pumping of protons by the respiratory chain toward the intermembrane space generates the electrochemical gradient inside the mitochondrial matrix. Ca2+ entry would be

213

M. Kelly-Worden, E. Thomas

expected to be promoted by this gradient, however, two strong uncouplers of oxidative phosphorylation exist,
dinitrophenol and carbonyl cyanide-p-trifluoromethoxyphenylhydrazone (FCCP) that typically prevent Ca2+ entry. Therefore, mitochondrial Ca2+ uptake occurs via the Ca2+ uniporter and export of Ca2+ from the mitochondrial matrix occurs via a Ca2+ antiporter [30].
Onopiuk and associates demonstrated several changes to the mitochondria in dystrophic myoblasts [8]. This
study is of particular interest due to the lack of dystrophin in both diseased and healthy cells. Upon observation
of the cells, Onopiuk et al., 2009, noticed that diseased cells demonstrated several changes associated with mature muscle tissue. The changes observed included increased membrane potential in the outer mitochondrial
membrane, decreased oxygen consumption and increased production of ROS.
Mitochondria are the chief source of ROS formation in the cell. At low concentrations of calcium, the MPT
pore when activated results in a decrease in ROS production due to partial mitochondrial depolarization. At high
calcium concentrations, MPT pore activation results in an increase of ROS release from the mitochondria due to
the rapid transition to the non-equilibrium state because of cytochrome c loss and progressive gating of electron
flow via the electron transport chain [31].
The transition to the non-equilibrium state, in response to the release of cytochrome c and progressive respiration inhibition, results in the loss of proportionality in the rate of ROS production to the rate of respiration and
subsequently a rise in ROS production over time. This rise in ROS production is stated to be independent of
membrane potential. This is not exactly true since the rate of ROS formation is controlled by the rate of membrane potential dependent Ca2+ uptake which is the rate-limiting step in ROS production [31].
Indeed, Skulachev, 1996, and Korshunov et al., 1997, found ROS generation to be strongly dependent on mitochondrial membrane potential (Ψm) and believed that the loss of cytochrome c was a last ditch effort of the
mitochondria before apoptosis. They found that there existed a threshold value for Ψm above which even a
small increase in Ψm gave rise to a large stimulation of H2O2 production by the mitochondria [32] [33].
Either way, chronic increases in ROS formation are responsible for the accumulation of ROS-associated
damages. These damages include damage to DNA, proteins, and lipids. The resulting damage leads to progressive cell dysfunctions and eventually apoptosis ([34], Figure 2).

2.5. The Hypothesis of Mitochondrial Dysfunction in DMD
In Onopiuk’s study they also observed a decreased presence of mitochondrial complexes I, III, IV and V (ATP
synthase) as well as ATP production [6] [8]. ATP production was not altered in dystrophic cells treated with
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Figure 2. Development of the pathway from mitochondrial dysfunction to muscle atrophy.
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oligomycin which decreases ATP synthase activity in healthy cells [8]. This result supports a role for ATP synthase dysfunction in dystrophic tissue.
The ATP synthase is formed by the catalytic unit F1, the membrane-bound proton-translocating unit F0, and
the lateral stalk that links F1 and F0 [22] [35]-[39]. Cyclophilin D attaches to this stalk. The F0F1 ATP synthase
complex associates to form dimers and the dimers are hypothesized to represent the physiological unit of Complex V in the mitochondrial inner membrane [22] [36].
F0F1 dimers when incorporated into azolectin bilayers present a conductance with characteristics that closely
match those of the megachannel and MPT [40]. Therefore, the megachannel, MPT, and F0F1 dimers are believed
to be one in the same [22]. Even more convincing to this point, was a study done by Csukly et al., 2006, where it
was discovered that muscle denervation promoted MPT and increased the expression of cyclophilin D [41]. Increased cyclophilin D resulted in an increased sensitivity of calcium induced activation of the megachannel/MPT. Likewise, treatment of the DMD mouse model with Debio 025, a cyclophilin inhibitor, resulted in
partial improvement of the structure and the function of the dystrophic mouse muscle [42]. Thus, one can conclude that mitochondrial dysfunction and the MPT play a role in DMD. More specifically, this role is associated
with a decrease in ATP synthase function and an increase in the megachannel/MPT.
To further support this argument, Pellegrini and colleagues in 2013, found that melanocytes taken from patients with DMD possessed mitochondria that readily accumulated tetramethylrhodamine. The uptake of this
compound implies that the mitochondria are energized irrespective of the presence of dystrophin. Both the melanocytes and myoblasts of DMD patients hyperpolarized as would be expected upon addition of the F0F1 ATPase inhibitor oligomycin, however, this was followed by a rapid depolarization. This suggests that the cells are
affected by a latent mitochondrial dysfunction that is unmasked by inhibition of the ATP synthase [43].
Since these changes in mitochondrial function can be observed even before dystrophic cells express dystrophin, changes in mitochondrial function occur before muscle membrane breakdown and therefore, precede the
theory of Ca2+ overload. Therefore, it very well maybe defective mitochondria that lead to energetic deficiency
and play a role in promoting myofibril atrophy via the opening of MPT [44].
If we begin with the perception that mitochondrial dysfunction may exist even before Ca2+ overload, we need
to take into account the role of mitochondria as the main producers of ATP. ATP is necessary to provide the
energy for pumps within the cell including those needed for Ca2+ homeostasis. The dysfunctioning mitochondria
possess a decrease in proteins related to ATP production including the ATP synthase. The result is a decrease in
ATP production. The decrease in ATP production is coupled with an increase in Ψm. A high protonic potential
actuates production of ROS in the mitochondria [32] [33]. Generation of ROS by the mitochondria leads to further mitochondrial dysfunction.
It has been suggested that differences exist in pre-symptomatic and post-symptomatic patients with DMD.
Pre-symptomatic patients were found to have a down regulation in the genes encoding the sarcoplasmic/endoplasmic reticulum calcium ATPase (SERCA) in cardiac muscle and an increase in PKA-related genes. This overexpression of PKA-related genes along with a decrease in the pholamban (PLN) to SERCA ratio is thought to
promote the flux of calcium from the cytoplasm into the endoplasmic reticulum [45].
However, with time and age, the decrease in mitochondrial function and resulting deduction in ATP leads to a
decrease in the energy to power SERCA. The result is a buildup of Ca2+ in the cytosol. This is perhaps where the
boundaries between Ca2+ overload and mitochondrial dysfunction cross. In this case, the mitochondria are then
not just the victims of Ca2+ overload, but active participants in calcium dysregulation. This hypothesis will need
to be addressed in research related to DMD and should be looked at for other forms of multiple dystrophy as
well.

3. Conclusions
The concept of mitochondrial dysfunction in DMD is well supported by the findings of Onopiuk. The increase
in membrane potential, the decrease in respiratory rate and the decrease in mitochondrial complexes all promote
mitochondrial dysfunction. Although Ca2+ dysregulation may play a role in ROS generation, changes in Ψm that
lead to ROS generation and induction of impairment in mitochondria more strongly support DMD properties
than Ca2+ overload. The extremely high-maximal potential that can be generated may be the result of loss of activity associated with the decrease of respiratory rate and ATP synthase function.
Overall, it is the loss of mitochondrial activity that is also the cause of sarcopenia with senescence observed in
DMD patients. Therefore, mitochondrial dysfunction is a very probable mechanism for the pathology of DMD

215

M. Kelly-Worden, E. Thomas

and may act as a contributor along with dystrophin impaired membranes to promote the observed Ca2+ overload.
The combination of mitochondrial dysfunction, ROS production and ATP depletion along with the ever increasing calcium accumulation lead to cell death and muscle atrophy.
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